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Numerous authors investigating respiratory
tract penetration by air particulate pollutants
have recognized the relationship existing between
particle size and lung penetration. Morton
(1956) concluded that the particle size of an
aerosol of pathogenic organisms determines
the degree of infectivity by the respiratory
route. Druet et al. (1953) stated that infectivity
is greatest with single spore particles and falls
off sharply with particles larger than 5 microns.
Harper and Morton (1953) said that few particles
larger than 4 microns reach the lungs. Brown
et al. (1950) summarized the theoretical and
experimental findings on respiratory tract pene-
tration. They stated that nasal efficiency for
screening out airborne particles entering the
respiratory tract is practically 100 per cent for
particles above 5 microns and decreases with
particle size to zero for 1 micron particles; that
depth of penetration into the respiratory tract
increases with decreasing size; that alveolar
retention is complete for particles larger than 1
micron which escape being trapped in the upper
respiratory tract; and that from 1 to 14 micron,
alveolar retention decreases. Wells (1955) pointed
out that it is not the size of the particles but
rather the aerodynamic dimension which deter-
mines lung penetrability. From these and many
other references it is obvious that any instrument
used to assess the health hazard or infection
potential of particulate aerosols should determine
the number and the size? of the airborne particles

1 This paper combines an extract of Dugway
Proving Ground Research Report 108, Develop-
mental Work on the Anderson Sampler, November
1956 (unclassified) with descriptive material of,
and studies made with the latest model of the
sampler, manufactured for, and distributed by
the author, 1074 Ash Ave., Provo, Utah.

2 Patent has been applied for under the designa-
tion Bacterial Aerosol Analyzer, Chemical Corps
Patent Board, Item No. 904; Serial No. 569,661.

3 Size, when used in this paper to refer to the di-
mensions of particles, is intended to mean aero-

or, preferably, classify them aerodynamically
since penetration and deposition in the respiratory
tract is a matter of aerodynamics. A number of
instruments (May, 1945; Wilcox, 1953; Armour
Research Foundation, 1953; Southern Research
Institute, 1955; Sawyer and Walton, 1950), some
extremely sensitive and elaborate, have been
devised to determine the number and size of
airborne particles but none of these devices
secures this information for viable bacterial
aerosols because they do not differentiate be-
tween viable and nonviable particles. It is the
objective of this report to describe an instrument
with which viable airborne particles are sized
and counted, to set forth proper operational
procedures, and to present some of the results of
experimental studies conducted to date. Although
several names have been applied to this device,
it is now most generally known as the Andersen
(1956) sampler, and was so designated by the
Commanding Officer, Biological Warfare Assess-
ment Laboratories, Dugway Proving Ground.

MATERIALS AND METHODS

Description of sampler. A photograph of the
latest model of the Andersen sampler is shown
in figure 1, and a schematic diagram of the device
is presented in figure 2. It can be seen that the
instrument consists of a series of six stages
through which the sample of air or aerosol is
consecutively drawn. The device is pressure
sealed with gaskets and three adjustable spring
fasteners. Each stage contains a plate perforated
with 400 holes (340 in previous models) and im-
mediately below a petri dish of agar culture
medium. Air is drawn through the device at the
rate of 1 cubic foot per minute (cfm) and a jet
of air from each of these holes plays on the sur-

dynamic dimension. This term takes into account
all the properties of the particle that affect its
movement in air. Only for smooth, spherical par-
ticles can the diameter be measured and the data
be useful.
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Figure 1. The Andersen sampler

face of the medium. The size of the holes is con-
stant for each stage, but is smaller in each suc-
ceeding stage; consequently, the jet velocity is
uniform in each stage but increases in each suc-
ceeding stage. When the velocity imparted to a
particle is sufficiently great, its inertia will over-
come the aerodynamic drag and the particle
will leave the turning stream of air and be im-
pinged on the surface of the medium; otherwise
the particle remains in the stream of air and
proceeds to the next stage. The sampler is so
designed that when operated at 1 e¢fm any air-
borne particle, a fraction of 1 micron or larger,
will be collected on one stage or another, de-
pending on its aerodynamic dimensions. If the
particle size spectrum of the aerosol sample is
sufficiently broad, particles will be collected on
all stages of the sampler. Each succeeding stage
will remove a top fraction (largest particles) of
the remaining particles; the last stage completes
the collection of bacterial particles.

The sampler, by the proper selection of hole
sizes, may consist of any practical number of
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stages. The first prototype had four stages, each
with 340 holes, and a Millipore filter. The Milli-
pore filter was soon found impractical for many
organisms and was replaced with a regular stage
containing 340 holes, 0.010 in in diameter. Some
sampler stage arrangements have contained as
many as nine stages with holes ranging from
0.006 to 0.052 in in diameter, and the U. S. Naval
Research Laboratories made a 4 stage modifica-
tion. The latest model, with hole sizes and jet
velocities listed, is shown in figure 2. This model
has 400 holes per stage compared with 340 holes
in previous models (Andersen, 1956). It has about
twice the capacity, especially for fine aerosols,
and is much lighter in weight. The sampler is
made entirely of aluminum alloy with stainless
steel fittings. All aluminum parts are anodized
for corrosion resistance. It is 8 in high, 414 in in
diameter excluding fasteners and outlets and
weighs 314 Ib without petri plates.

Operation of the sampler. All models of the
sampler have been designed to operate at a flow-
rate of 1 cfm. This flow-rate may be achieved
with a small vacuum pump or with a vacuum
system. If a vacuum of 15 in or more of Hg is
available, the flow-rate can be controlled with a
critical orifice placed in the line near the outlet of
the sampler. A piece of capillary tubing 0.75 in
in length with a bore of 0.0764 in will serve the
purpose. If not controlled with a critical orifice,
the vacuum at the outlet of the sampler may be
adjusted with a magnehelic gauge to 0.040 in
of Hg. The author has designed an electric
vacuum pump to operate the sampler at 1 cfm.
One unit has been made and tested and it is ex-
pected to be in commercial production shortly.
There are several other electric vacuum
pumps commercially available which are suitable
for operating the sampler. These pumps draw
slightly more than 1 c¢fm through the sampler,
but can be adjusted to draw the 1 cfm by reducing
the bore in the intake of the pump until a wet
test meter in front of the sampler indicates
proper flow. Rubber tubing with a bore smaller
than 3{¢ in I.D. or more than 5 ft in length should
not be used without checking the flow-rate or the
vacuum at the outlet of the sampler.

The collection and assessment of aerosol
samples is very simple. Six petri dishes, each con-
taining 27 ml of the agar medium appropriate
for the microorganisms which may be encoun-
tered, are placed in the instrument and the sam-
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STAGE NO.
JET SIZE
JET VELOCITY

AIR FLOW

STAGE 1
0.0465" DIA.
3.54 FT/SEC

STAGE 2
0.0360" DIA.

PETRI DISH

5.89 FT/SEC

STAGE 3
0.0280" DIA.
9.74 FT/SEC

"

STAGE 4
0.0210" DIA.
17.31 FT/SEC

STAGE 5

0.0135" DIA.

41.92 FT/SEC
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STAGE 6
0.0100" DIA.
76.40 FT/SEC

L

Figure 2. Schematic diagram of a six-stage Andersen sampler

ple of air is drawn; the plates are then removed,
inverted in their covers, incubated, and counted
by one of the procedures listed below. When
samples of aerosols are being drawn from a
chamber, air-flow through the instrument should
not be interrupted until air washing with clean
air from outside the chamber has replaced all of
the sample air within the sampler. Air should
not be drawn through the sampler unless petri
plates are in place because this may lodge dirt
in the small holes of the lower stages.

Counting procedures. Colonies on plates 1 and
2 are scattered over the plates and should be
counted in the usual manner, except when the
plates are heavily loaded, in which case counting
may be done through a dissecting type micro-
scope before the colonies merge. A number of
fields or segments of the plate are counted, and
the total number of colonies for the plate is
calculated.

In stages 3-6, the colonies conform to the
pattern of jets and are counted by either the
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Positive hole conversion table:

ANDERSEN

TABLE 1
Positive hole counts (r) and corresponding corrected particle counts (P)
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All holes must be clean and open.

* Indicates quantitative limit of state (approx 2628 particles) is exceeded.
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“positive hole” method or by the microscope
method. The positive hole method is essentially a
count of the jets which delivered viable particles
to the petri plates and the conversion of this
count to a particle count by use of the “positive
hole” conversion table (table 1). This table is
based upon the principle that as the number of
viable particles being impinged on a given plate
increases, the probability of the next particle
going into an ‘“‘empty hole” decreases. For ex-
ample, when 2{, of the holes have each received
1 or more particles, the next particle has but 1
chance in 10 of going into an empty hole. Thus,
at this point, on the average, 10 additional parti-
cles would be required to increase the number of
positive holes by 1, and before all the holes
become positive, some holes will receive a number
of particles. The values in the table were calcu-
lated from the basic formula (Feller, 1950):

1 1 1 1
P, = ful
N[N+N—1+N—2+ N—r+l:|

Where P, is the expected number of viable parti-
cles to produce r positive holes and N is the
total number of holes per stage (400). The above
formula assumes that the flow of particles stops
at the instant a particle enters the rth hole. Since,
in the actual case of sampling, the flow of particles
stops at random, the expected number of particles
present if r positive holes are observed, would be
equal to or greater than P, but less than P,,; and
the average would be (P, + P,.;™")/2. This cor-
rection has been applied in the construction of
the table.

In using the positive hole conversion table the
number of positive holes must be precisely deter-
mined. A colony out of the hole pattern is not
counted as a positive hole. By this method, counts
up to 1200 or 1500 particles per stage are quite
reliable. If higher counts are to be encountered,
the microscope method is employed. With this
method, the number of viable particles per stage
is determined after a short incubation period
by counting, with the aid of a microscope, the
microcolonies in a number of deposit areas and
calculating the total for the plate. A deposit area
is that area which receives particles from one
jet or hole. The microcolonies must be counted
before they merge and, if done at the right time,
as many as 20 or 30 per deposit area can be
counted. By this method, total sampler counts as
high as 40,000 or 50,000 can be made. For work
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that requires higher counts, an aerosol diluter
may be employed with ratios up to 1:20. This
diluter, the subject of a later paper, is a device
attached to the intake of the sampler, which
filters a known proportion of the air entering the
sampler.

EXPERIMENTAL METHODS

Some of the experiments reported in this paper
were performed with original and developmental
models of the sampler. This, however, should in
no way detract from the quality or reliability of
the data because the fundamental principles
upon which the sampler functions have been the
same in all models. From the first to the present
model, improvements have been made to increase
the capacity, to decrease the size and weight,
to simplify fabrication, and to make handling
easier.

Wall loss. Impaction of particles anywhere
within the sampler other than on the medium is
defined as wall loss. The instrument was designed
to minimize this. There are no dead air spaces
and the velocity of the air moving through the
device is greatest in the jets, and at all other
points the velocity is not enough to carry the
particles to any surface. Laboratory experiments
were performed, however, to determine the
possibility and extent of wall loss. Aerosols of
Bacillus subtilis (morphotype globigiz) and Serratia
marcescens containing thousands of particles
were drawn into the sampler. The device was im-
mediately disassembled and swabbed at 40 loca-
tions on its inner walls and on the exteriors of the
petri dishes where contamination was most likely.
The experiments were repeated by a second
worker for confirmation and elimination of pos-
sible bias. In no instance were any organisms
recovered from the swabs.

In further experiments, an aerosol containing
an extremely large number of particles (22 X
10 cells) was drawn into the sampler. Forty-
seven areas within the sampler were swabbed.
Despite exposures of the sampler to this tremen-
dous number of organisms, more than one-third
of the swabs were negative and the others yielded
only low counts (1 to 29). These results indicate
that wall loss is extremely low. It therefore fol-
lows that with proper handling and operation
the sampler does not become soiled or contami-
nated and, except for very special detection
studies or work with pathogenic aerosols, it does
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TABLE 2

Results from sampling Serratia marcescens aerosols with various sampler stage arrangements at a flow
rate of 1 cu ft per min

Andersen-Sampler Stage Arrangement
Stage No. 1 2 3 4
Diameter of Particle Diameter of Particle |Diameter of Particle |Diameter of Particle
oles count holes count holes count holes count
in in in in
1 0.052 1 0.052 2 0.052 9 0.052 0
2 0.039 4 0.024 134 0.024 116 0.024 106
3 0.031 27 0.0135 363 0.024 43 0.0135 290
4 0.024 73 0.0135 25 0.0135 363 0.010 35
5 0.0135 317 0.0135 25 0.0135 20 0.006 0
6 0.010 3 0.010 44 0.0135 11 MF* 0
7 0.006 0 0.006 0 0.010 3
8 MF* 0 MF* 0 0.006 0
MF* 0

* Millipore filter.

not require cleaning or sterilization between
runs. This has been verified by negative control
plates following collection of positive samples.

Glass, aluminum, and plastic petri dishes. The
use of glass, aluminum, and disposable plastic
petri dishes in the sampler was investigated. It
was found that glass and aluminum petri dishes
yielded about equivalent counts. The plastic
dishes consistently gave lower counts, which
averaged about 20 per cent less than counts
secured with glass or aluminum dishes in 9 trials
with each type of dish.

Further experiments showed that this lower
count in the plastic dishes was due to the reten-
tion of aerosol particles on the exterior of the
plastic dishes and on the walls of the sampler
itself when plastic dishes were used in it. This
phenomenon was probably caused by the electro-
static charge on the plastic dishes. The use of
plastic dishes was therefore abandoned. The
opaqueness of the aluminum dishes, which made
observation and counting of colonies difficult,
seemed to more than .offset the advantage of
unbreakableness and, therefore, use of the alu-
minum dishes was also abandoned.

Slippage. In the first model of the Andersen
sampler, a Millipore filter was used as a final
stage primarily to detect slippage, which may be
defined as the passage of viable bacterial parti-
cles completely through the sampler. To deter-
mine the necessary combination of jet sizes that
will insure complete collection of all the bacterial

particles, fine aerosols of S. marcescens were
generated and collected in samplers consisting of
various stages as indicated in table 2. In all cases
the final four stages consisted of three having jets
of 0.0135, 0.010, and 0.006 in in diameter, re-
spectively, and a Millipore filter. The results of
these experiments are listed in table 2. It can be
seen that only a very small percentage of particles
got past the stage containing jets 0.0135 in in
diameter, and none got past the stage containing
340 jets 0.010 in in diameter.

With a flow-rate of 1 cfm the calculated jet
velocities for 340 hole stages are: 49.26 ft/sec for
0.0135 in holes and 90.75 ft/sec for 0.010 in holes.
From these calculations and the results listed in
table 2 it can be seen that a sampler with a jet
velocity in the final stage of slightly more than
49 ft/sec would be adequate to prevent any slip-
page. Thus, the present model, figures 1 and 2,
with stages containing 400 holes and having a
jet velocity of 76.40 ft/sec in the final stage has a
good margin of safety against slippage of S.
marcescens or other similarly small microbial
particles.

Humidification of air within the sampler. In
addition to having no wall loss or slippage in a
bacterial aerosol sampler, it is essential that
desiccation of the viable particles it collects be
prevented. Although the air entering the sampler
described here may be quite dry, the relative
humidity within the sampler rapidly increases.
In one typical experiment, the air entering the
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Figure 3. Photomicrographs of particles of aerosolized Carnauba wax as collected on the six stage

of the Andersen sampler.

sampler had a relative humidity of 23 per cent,
and after each stage, it had the following per-
centages: first, 39;second, 54; third, 67; fourth, 77;
fifth, 85; and sixth, 88. This increase in the relative
humidity makes conditions ideal for survival of
the viable particles during the sampling period.
Experiments have shown that drawing air
through the sampler for 1 hr following collection
of an 8. marcescens sample does not reduce the
count. Where the collected particles are smallest

and most susceptible and jet velocities are great-
est, the relative humidity and protection against
desiccation is greatest. This increase in relative
humidity plays an important role in the collec-
tion of biological or other hygroscopic particles.
The lack of this feature in the single stage sieve
sampler is probably responsible for both the
slippage and the killing exhibited in that device.
Sensitivity. Because there is no slippage and no
detectable wall loss with the usual sampling
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loads, and because the collected viable particles
are immediately placed under favorable condi-
tions, this sampler is extremely sensitive. In two
field trials, positive samples of bacillus spores
were obtained 38 to 40 miles away from the release
point. In the one case only 200 ml of bacterial
suspension was aerosolized. In 24 previous tests
in the same area when 50 L of bacterial suspen-
sion were released and the all-glass impinger was
used as the sampler, no positive samples were ob-
tained at such distances.

ANDERSEN
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Prior to 1955, many unsuccessful attempts
were made with various sampling devices to
isolate the fungus Coccidioides tmmitis from the
air at Camp Roberts, California. Similar field
studies were conducted with the sampler and the
all-glass impinger in the summer of 1955 at which
time the organism was isolated, but only with
the sampler.

Following an outbreak of ornithosis in humans
in Portland, Oregon, it was demonstrated with
tracer organisms and this sampler that a rendering

Figure 4. Photomicrographs of aerosol particles of Bacillus subtilis spores as collected on the six

stages of the Andersen sampler.



1958]

TABLE 3

Size and stage distribution of particles of Carnauba
waz and of Bacillus subtilis

Carnauba Wax Particles

5 | iemeter Rangein | {25y Paricier Range)
1 8.2 and larger 150 to 1000
or more
2 5.0 to 10.4 22 to 200
3 3.0to 6.0 9to 25
4 2.0to 3.5 3to 10
5 1.0to 2.0 1to 4
6 Up to 1.0 1

The ranges include 95 per cent or more of the
particles collected on each stage.

* Cells per particle estimated for the larger
particles where counts could not be made.

plant, processing diseased turkey carcasses, was
generating aerosols inside and outside the
building. Thus the source and mode of disease
transmission for the ornithosis cases in and near
the plant was indicated (Spendlove, 1957).
Particle size and stage distribution. To determine
the size of particles collected on each stage of the
sampler, studies were conducted with aerosols of
Krylon, Carnauba wax, egg slurry, bacterial
slurries, and other materials. Krylon aerosols were
generated directly from the spray container.
Carnauba wax aerosols were formed by aerosol-
izing the melted wax with an atomizer. Egg slurry
and bacterial suspensions were aerosolized with a
Chicago atomizer or Wells nebulizer. The non-
viable materials all gave aerosols of spherical
particles with smooth surfaces which were easily
measured with a microscope equipped with a
screw micrometer eyepiece. All of them reacted
similarly in the sampler. Space will not permit

HAZARDOUS RANGE
LUNG PENETRATION
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the listing of all the data nor inclusion of photo-
micrographs of the particles of all of these mate-
rials; however, some of the data and photo-
micrographs secured with Carnauba wax and
bacterial suspensions are presented.

The photomicrographs of wax particles con-
taining ethyl violet and particles of stained spores
of B. subtilis were made of the collected materials
directly on the agar medium through the oil im-
mersion objective. The petri plate was placed
on the stage of the microscope, and the deposit
area of impacted particles was located under low
power objective and 10X ocular. A drop of oil
was carefully placed on the area and the oil
immersion objective (97 X) turned into position.
The photographs were made on 35 mm film and
the six stage prints were mounted together in
figures 3 and 4. The diameter of the wax particles
was determined under oil immersion objective
with a screw micrometer eyepiece. Because of the
error in focusing the width of the lines, readings
are not considered more accurate than =0.2
microns. The wax particles remained spherical
when impacted on the agar, but the spores of B.
subtilis particles flattened out either from impac-
tion or from the moisture of the medium until
nearly all of the individual cells could be seen
except those in the center of the larger clusters.

Table 3 summarizes, for each stage, the size
data for the wax particles and gives estimates of
cells for the aerosol of B. subtilis. Figure 5 char-
acterizes the new 400-hole sampler as regards the
particle size range and the stage distribution
relationships.

Figure 6 illustrates how the sampler reflects
the particle size spectrum of bacterial aerosols,
and how the device may be used to study the
effect of suspending medium on particle size.

NONHAZARDOUS RANGE
NO LUNG PENETRATION

omeo>» AV
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Figure 5. Relationship of stage distribution to particle size for smooth, spherical particles of unit
density collected in the Andersen sampler. Each bar includes 95 per cent or more of the particles col-
lected on that stage (*). The lower limit of stage six has not been determined.
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Colonies from Bacillus subtilis cerosol

Suspending
medium

/
Distilled ((
. water { |

6% NoCl

Figure 6. Effect of sodium chloride in the suspending medium on aerosol particle size spectrum as

reflected by Andersen sampler stage distribution.

Effect of spacing distance upon stage distribution.
The amount of medium poured in the petri dishes
determines the distance between the jet openings
and the impaction surface. Ranz and Wong (1952)
recommended that this distance be within four
jet diameters. This, however, would be quite
impractical on the lower stages where jets are as
small as 0.010 in in diameter and the stipulated
spacing would then be 0.040 in or less. Spacing
this small would be difficult to control very well
with agar plates; moreover, it might increase
the horizontal velocity of the air at the periphery
of the plate so greatly that the proper operation
of the device might be affected. Furthermore, it
has been found that spacing less than 0.10 in
(2.5 mm) is unnecessary.

Several experiments were conducted to deter-
mine the effect of varying the amount of medium
on stage distribution. Plates containing 24, 27,
and 30 ml were used. Spacing for these amounts
of medium was approximately 3.0, 2.5, and 2.0
mm. The data from one typical experiment, con-
sisting of nine samples, are presented in table 4.
This table indicates that only a gradual shift in
stage distribution resulted from thus varying
the amount of medium with its consequent effect
on spacing. This seems to indicate that spacing
is not as critical as was first thought. On the basis
of these data and Ranz and Wong’s recommenda-
tion, and also upon practical considerations, 27
ml was selected as the optimum amount of

TABLE 4

Effect of varying the amount of medium or spacing
upon stage distribution of collected

particles
Percentage of Particles Collected on Each Stage*
Medium
1 2 3 4 5 | 6

ml

24 2.9 | 14.1 | 44.5|130.5) 7.9 0.1
27 3.1 |14.7 1 50.0|26.2| 6.0 0.0
30 3.7 [15.0|53.0|23.2| 5.1 0.0

* Each value is the average of three trials.

medium to be used in the new molded petri dish*
designed especially for use in this sampler.

Decay rate of bacterial aerosols. Since the sam-
pler separates airborne particles into various size
categories, it is uniquely useful for studies’ of
bacterial aerosol decay. This feature of the device
was effectively demonstrated in a series of experi-
ments conducted with the original four stage
(plus Millipore filter) model of the sampler.
Aerosols of B. subtilis were generated into a 350
cu ft cubical chamber. Samples of these aerosols
were taken with both the Andersen sampler and
the standard all-glass impinger 5 min after genera-

4 This special petri dish is fabricated by Corning
Glass Works, with whom large orders may be
placed directly. Any quantity is available from the
author, 1074 Ash Ave., Provo, Utah.
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tion and at 15 min intervals thereafter for 2
hr. The aerosols were kept uniformly dispersed in
the chamber during the experiments by four
fans operated at slow speed. Figure 7 is a photo-
graph of the plates from one experiment, and
table 5 lists the data from the same experiment.
The sampling data are corrected to represent 1
cu ft samples for each device.

Sampler particle counts compared with tmpinger
cell counts. The sampler results represent viable

S min 20 min 35 min 50 min
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particles, whereas the all-glass impinger results
represent viable cells (Druet et al., 1953). In order
to make a valid comparison of these two instru-
ments, very fine aerosols of B. subtilis and S.
marcescens produced with a Wells nebulizer were
sampled with each instrument. If the viable
particles of these aerosols were single cells, the
two counts should be the same. The aerosols
were drawn through a glass tube equilibrating
chamber (4 in in diameter by 4 ft long) by the two

80 min 95 min 110 min 125 min

Figure 7. Plates from a decay rate study. An aerosol of Bacillus subtilis generated in a chamber was
sampled at 5 min and each 15 min thereafter for 2 hr with the Andersen sampler. Each vertical row repre-

sents a sample collected in a four-stage sampler.

TABLE 5
Particle counts from Andersen sampler and cell counts from all-glass impinger in aerosol decay rate study

’ Age of Aerosol when Samples Were Taken (Min)

Stage '

[ s | 20 | 3 | s | 6 ‘ 80 os | 1m0 | 125
Sampler particle-counts

1st 87 2 0 0 0 1 0 0 0
2nd 692 12 3 1 0 1 1 1 0
3rd 1029 207 68 23 5 5 3 2 0
4th 168 185 128 120 62 47 25 22 14
MF* 0 0 0 1 1 0 0 1 0

Total particles per
cuft.............. 1976 406 199 145 68 64 29 26 14

All-glass impinger cell counts
i

Total cells percuft | 909 | 205 ‘ 12 63 ‘ 9 ‘ 26 39 0 0

* Millipore filter.
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TABLE 6

Comparison of the Andersen sampler particle counts with the all-glass impinger cell counts of Bacillus
subtilis and Serratia marcescens

B. subtilis S. marcescens
Andersen All-glass All-glass
Expt no. Sample no. sampLe;ug::ticle impciglglgrt cell Expt no. Sample no. A;gf,{f:ﬂ,_ ii‘::ﬂer impiz;ﬁ:rt cell
1 1 3,389 2,360 1 1 5,160 615
2 3,380 1,552 2 5,796 1,265
3 6,528 771
2 1 1,340 440 4 4,248 1,794
2 1,320 363 5 8,328 2,859
3 1,330 399 6 8,028 2,515
4 1,380 250
2 1 21,924 2,489
3 1 996 992 2 21,132 3,365
2 816 672 3 22,020 7,735
3 1,032 640 4 21,852 10,732
5 23,568 11,572
4 1 2,136 1,400 6 20,004 10,093
2 2,220 1,530
3 2,148 1,122 3 1 2,760 3,038
2 5,016 1,935
3 5,652 4,108
4 4,824 3,603
5 4,632 2,470
6 4,404 2,115
4 1 8,292 11,900
2 22,056 12,950
3 34,332 11,138
Totals ............... 21,478 11,720 260,556 109,062
Per cent............. 100 55 100 42

* Counts have been corrected to represent equivalent samples in the two devices.

sampling devices, alternately. The size of the
samples was determined by the length of time
the nebulizer was functioning. For each sample,
after the nebulizer was shut off, clean air was
drawn through the tube to sweep all the particles
generated into the sampling device. In order to
obtain optimum size samples for each device,
the nebulizer was run 30 sec for the sampler and 6
min for the impinger.

Twelve samples of B. subtilts and twenty-one
samples of S. marcescens were taken with each
instrument, and the results are given in table 6.
The impinger counts have been corrected to
represent the total number of cells collected, and
the sampler counts have been corrected to repre-
sent a sampling time equal to that of the im-
pinger. The impinger cell count was 55 per cent

of the corrected particle count for B. subtilis and
42 per cent for S. marcescens.

It is difficult to account for the differences
exhibited by these two sampling devices, espe-
cially the bacillus spore count. It has been the
experience of this laboratory that the action of
the standard all-glass impinger reduces the count
of both vegetative cells and spores.

DISCUSSION

The design of the sampler, the number and
combination of stages, the number and size of
the jets, and the sampling flow rate may be modi-
fied to meet the requirement of special problems.

The sampler and the respiratory tract function
in a similar manner in retaining airborne particles.
Particles 5 microns and larger are retained in the
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upper respiratory tract (Brown et al., 1950). This
same fraction is collected on the first two stages of
the sampler. Penetration in the respiratory tract
increases with decreasing particle size (ibid),
likewise in the sampler. The 1 micron particles
retained in the respiratory tract are all found in
the alveoli (ibid) and in the sampler they are
found on the two lower stages.

If, according to Wells (1955), it is the aero-
dynamic dimension of the particle rather than
the size that we should be concerned with in
respiratory penetration studies, then it would be
well to calibrate the sampler in terms of smooth,
spherical particles of unit density, so that all
particles collected in the sampler, regardless of
their size, shape, density, ete., could be assigned
an ‘“effective size” or aerodynamic dimension
according to the stage on which they were col-
lected. This assigned value would be equal to that
of the spherical particles collected on the same
stage. Carnauba wax was selected for the calibra-
tion of the sampler because its density is very
near 1 (0.995 to 0.999) and it is readily aerosolized
into smooth, spherical, solid particles of measur-
able diameters.

The overlapping of particle size between stages,
which is naturally inherent in all cascade impac-
tion devices is minimized in this sampler by
design. Ranz and Wong (1952) stated that as a
particle passes through a jet its nearness to the
axis of the jet is one of the factors that determines
whether or not the particle will reach the impac-
tion surface. In contrast to samplers which have
one large rectangular jet in each stage, such as
the cascade impactor (May, 1945) the Andersen
sampler has 400 small, round jets. Travel of the
particle is thus confined to near the axis of the
jets. The average distance of the particles from the
axis of the jets is very much less than in the cas-
cade impactor. Ranz and Wong (1952) also stated
that round jets have sharper cut-offs than rec-
tangular jets. The Andersen sampler, therefore, on
a theoretical basis, should have a sharper cut-
off.5 The experimental results, based on thousands
of measurements, indicate that operation of the
sampler is well within the limits of theoretical
considerations based on application of Ranz and
Wong (1952) and Davies and Aylward (1951).

In addition to the number and size of particles,
it may be desirable to know the number of viable

5 A separate paper dealing with particle size
cut-off in the Andersen sampler is in preparation.
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cells in the particles. This can be done with the
Andersen sampler by collecting duplicate samples
and using one set of plates for particle counts and
the other set for cell counts. The cell count may
be obtained by immediately washing the collected
material from each plate into a flask, shaking the
flask vigorously, and pouring the contents
through a membrane filter. Dividing the -cell
count obtained from the membrane filter by the
particle count of the corresponding plate of the
other sampler gives the average number of viable
cells per particle for each particle size category.

The Andersen sampler, as compared opera-
tionally with the all-glass impinger, saves both
labor and expense: petri plates are filled and
placed in the sampler, the sample drawn, and the
plates incubated and counted. There is no plating
process, and consequently, there are no pipettes
and spreaders to wash, wrap, plug, and sterilize.
There are no dilution tubes, impingers, and pre-
impingers to wash and prepare. With the Ander-
sen sampler a little more time may be required
for actual counting, but not only is considerable
expense for labor and materials eliminated, but
the results are obtained much sooner, and are
much more meaningful.

Although the original intention was primarily
to make a bacterial sampler, the device efficiently
collects, in various size categories, all particulate
airborne matter larger than a small fraction of 1
micron. This includes other microbial particles
such as yeasts and molds, and nonviable particles
such as dust, smoke particles, and pollens. Agar
medium has been found to be an excellent col-
lecting surface for these particles. Microscopic
examination of collected material can be made
directly on the agar plate under low, high, or oil
immersion objectives. Various reagents for
identification of specific particles might be put
on or in the agar medium. Collected materials
such as viruses or toxins can be washed off for
animal injection or chemical analysis. Collection
of aerosolized bacterial phage directly on seeded
plates has been effectively demonstrated. The
sampler should provide an efficient means for
collecting, concentrating, and sizing radioactive
particles for Geiger counter readings.

Because of its sensitivity in the detection of
aerosols, the Andersen sampler should be useful
for the detection and identification of pathogenic
organisms which would be of much value in con-
trolling sources of airborne disease. The elimina-
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tion of the plating process and the shorter incuba-
tion period would considerably lessen the time for
identification and therefore would permit earlier
treatment of exposed populations.
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SUMMARY

A new type of aerosol sampler that collects
airborne particles in several categories of de-
creasing particle size is described, and procedures
for its operation are given.

Experimental studies with the instrument
showed that, (a) wall loss is negligible, (b) there
is no slippage of bacterial particles, (¢) the instru-
ment is extremely sensitive, and (d) particle size
discrimination makes it possible to calculate the
particle size spectrum of bacterial aerosols.

It is also suggested that the sampler provides a
suitable means of assessing the health hazard in
particulate air pollution.
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